Supplementary Figure S5: Subcellular localization of CagL and CagI in several isogenic chromosomal mutants of H. pylori SU2 containing site-directed motif deletions in cagL.
Bacteria were separated into outer (O), soluble (S) and insoluble (I) fractions by shearing, sonication and differential centrifugation (Methods). Equal protein amounts (10 µg) for each sample were separated on SDS gels followed by Western blotting. Proteins (CagL, CagI and FlhA) were detected using specific antisera (rabbit α-CagL, 1:20,000; rabbit α-CagI, 1:5,000; rabbit α-FlhA, 1:10,000). FlhA (membrane-bound component of the flagellar T3 export apparatus) served as a fractionation control of the insoluble fraction (IM). Representative blots of one mutant clone for each CagL mutation (two clones each were characterized with equivalent results) are shown. S  I  O  S  I  O  S  I  O  S  I  O  S  I  O  S  I  O   25 AGS cells were infected for 4 h (MOI=100) with wild-type SU2 and isogenic chromosomal cagL deletion and substitution mutants as indicated in the figure. AGS cell lysates were analyzed for phosphorylated CagA (pCagA; rabbit anti-Hp-pCagA, CSPEPI-pY-ATID, IgGfraction, 1:10,000) and total CagA (CagA; rabbit α-Hp-CagA-antigen, IgG-fraction, Austral Biologicals, San Ramon, USA, 1:10,000). Detection of invariable H. pylori antigens (H. pylori; rabbit anti-H. pylori, DAKO, 1:2,500) for H. pylori quantitation and the cellular protein actin (Actin; mouse α-actin, Millipore, Schwalbach, Germany, 1:20,000). were used as loading controls. The influence of the respective cagL mutations on pCagA and CagA protein amounts was determined by Western blot densitometry (normalization against wild type samples and the invariable H. pylori antigens was done in each respective blot separately). Phospho-CagA signal for H. pylori SU2 parental strain of each blot was normalized against H. pylori invariable antigen intensity and then set to 100% to serve as intensity standard separately for each blot. The relative values for pCagA in the mutants are indicated in percent (black labels in the pCagA panels). Representative panels of one mutant clone for each CagL mutation (two clones each were characterized with equivalent results) are shown. N.D.= not detectable. Equal protein amounts of bacterial total lysates (10 µg) were separated on SDS gels followed by Western blotting. Proteins (CagL, CagI and CagH) were detected using specific antisera (rabbit α-CagL, 1:20,000; rabbit α-CagI, 1:5,000; rabbit α-CagH, 1:5,000). Densitometry was performed using ImageJ on the Western blots. Intensities for each protein band were corrected for equal loading (using one defined invariable H. pylori antigen band for each sample) and then normalized against the respective CagL, CagI or CagH protein band intensities in a wild type sample (reference) run on each blot, which were set to 100%. Results are shown in this graph as relative intensities in comparison to the wild type sample. The quantitation refers to the panel shown in main Fig. 2 .
Supplementary Figure S7
CagL T170K CagL ΔTASLI CagL WT Supplementary Fig. S8 : Silver stains and Western blots of analyzed purified CagL protein variants for purity control and comparative quantification. Non-tagged CagL proteins after two-step purification were separated on SDS-gels followed by silver staining (Blum H. et al., Electrophoresis 1987) . Protein amounts were always precisely assessed by direct comparison with defined GST amounts (control protein) and the amounts adjusted for the subsequent binding assays by comparison with several different lanes loaded with defined CagL wild type protein amounts on each gel. Panel A) shows an exemplary gel with CagL wild type protein (reference amounts) and two purified mutant proteins loaded for comparison in different amounts, respectively. Panel B) shows silver-stained gel results of all purified CagL variants used in this study. Panel C) shows a Western blot after loading defined amounts of CagL variants (25 ng in each lane), and detected using anti-CagL polyclonal antiserum (AK271, 1:10,000; Methods). This was used as an additional control to verify that all variants were detected at similar detection intensities by the antiserum. CagL ΔTSPSAΔRGD was only tested in ELISA (results not shown) Structures were visualized and images extracted in the Yasara software; image extraction of each ortholog was performed from superposed structures. N-termini (N, black letter) and C-termini (C, red letter) are arranged in the same orientation as in the superposition (indicated in each structure). The lower parts of the proteins containing disordered regions/loops with the potential to interact with a target bacterial or host cell (according to the TSPSA and TASLI loops within CagL -indicated in red) are boxed in light blue. B) Same proteins as in A) were analyzed for predicted content in secondary structure using the Yasara software.
blue: a-helices red: b-sheets green/turquoise: loop, disordered region purple: not resolved in crystal structure. 
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